. This protocol was designed to collect and process male genital secretion (GS), and to isolate and further quantify HIV RNA and DNA of seven HHV from seminal plasma using quantitative real time PCR technology.
Polyethylene Hinged-Lid Container with about 2 ml of VTM (after 72 h of sexual abstinence).
2. Following masturbation, the semen specimen should sit for at least 30 min (but no more than 4 h) at room temperature prior to processing to allow liquefaction.
3. Record volume, time of collection and start time of processing.
4. Transfer ejaculate (inclusive VTM) to a sterile Corning ® 15 ml centrifuge tube.
5. Centrifuge at 700 x g room temperature for 12 min in the Sorvall TM RC4 floor centrifuge.
a. If the GS specimen is very sticky/ goopy it is recommended to break up the specimen by pipetting the sample with a sterile narrow tip opening. Pipet 5-10 times gently, holding the tip very close to the bottom of the 15 ml conical tube. Repeat centrifugation step in order to separate plasma from cells.
6. All of the plasma should be collected without disrupting the cell pellet in 0.5-1.5 ml pre-labelled aliquots (SARSTEDT 2.0 ml Micro Tubes) and stored at -80 °C.
7. Flick to break up the cell pellet (no vortex) and re-suspend in 10 ml of Hank's Balanced Salt Solution. 10. Flick to break up the cell pellet (no vortex) and re-suspend seminal cells in 1 ml of 20% complete RPMI medium for GS.
11. Pipet a few times to gently homogenize the seminal cells in 1 ml of 20% GS complete RPMI medium without vortexing.
12. Add 1 ml of 20% GS freeze medium to bring the total volume to ~2 ml and pipet a few times to mix evenly again no vortexing. Keep the cells on ice at all times.
13. Aliquot the 2 ml cell suspension into 4 x 500 µl aliquots (yellow-cap, 2. 3. In preparation for RNA extraction quickly transfer 0.5 ml of seminal plasma into a 1.5 ml SARSTEDT screw cap tube containing 0.5 ml 1x DPBS and pipet gently a few times to reduce viscosity. Then immediately put on ice.
4. To concentrate RNA, centrifuge the 1 ml seminal samples with DBPS at 4 °C for 1 h at 23,500 x g using the Allegra ® 64R centrifuge. Refer to RNA extraction described below.
Note: Do not allow the samples to sit around after the high-speed spin; the viral pellet is unstable!
For RNA extraction (high pure viral RNA kit) 3. After elution, transfer RNA extracts to pre-labelled 1.5 ml SARSTEDT screw cap tubes and put on ice.
Immediately proceed to cDNA generation discussed below. Finally store remainder of RNA extract at -80 °C.
For DNA extraction (QIAamp DNA mini kit) http://www.bio-protocol.org/e1465 Vol 5, Iss 9, May 05, 2015
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3. Combine identical duplicates respectively and transfer to pre-labelled 1.5 ml SARSTEDT screw cap tube to be stored at 4 °C short-term or -20 °C long-term storage.
For cDNA HIV-1 generation (Invitrogen TM SuperScript ® III first-strand synthesis system) 1. In a 0.2 ml MicroAmp ® reaction tube with cap, mix 10 μl of extracted RNA (for seminal sample and HIV RNA for quantification standard) with 1 μl of 20 μM HIV-1 reverse primer (see Table 1 ) and 1 μl of 10mM dNTPs (primers and dNTPs can be pre-combined).
2. Incubate at 65 °C for 5 min.
3. Place immediately on ice for at least 1 min. . cDNA generated during reverse transcription will be used as the template for amplification in the subsequent RT-qPCR. Example of serial dilution from cDNA using 10 mM Example of serial dilution (using 10 mM Tris) starting from a plasmid concentration (stock=D0) of 2 x 10 10 per μl. Accurate pipetting is essential because the standards must be diluted over several orders of magnitude. and probe (0.3 μM) as displayed in Table 1 . Add water to adjust the volume to 50 μl total volume per reaction
Dilution

